Searching PAJ 



1/2 ^— is 



PATENT ABSTRACTS OF JAPAN 



(1 1 publication number : 07-231 799 

(43)Date of publication of application : 05.09.1995 



(51)Int.CI. 




C12Q 1/68 
C12N 15/09 
C12Q 1/34 
C120 1/48 
CI 20 1/66 




(21)Application number : 


06-318711 


(71)Applicant : 


EIKEN CHEM CO LTD 








TANABE SEIYAKU CO LTD 


(22)Date of filing : 


21.12.1994 


(72)Inventor : 


HASE SATORU 








MASUBUCHI HARUMI 



(30)Priority 

Priority number : 05337863 Priority date : 28.12.1993 Priority country : JP 



(54) METHOD FOR DETECTING SPECIFIC POLYNUCLEOTIDE AND KIT FOR DETECTION 
USED FOR THE SAME METHOD 

(57)Abstract: 

PURPOSE: To provide a method for detecting a polynucleotide containing a specific basic 
sequence existing in a sample effective in diagnosis for genetic diseases or infectious diseases 
and a kit for detecting the polynucleotide used in the detection method. 
CONSTITUTION: This method for detecting a polynucleotide comprises hybridizing a 
polynucleotide in which the basic sequence to be detected is known with an oligonucleotide 
primer having a sequence complementary to a part of the polynucleotide and having nuclease 
resistance, adding at least one kind of deoxynucleoside triphosphoric acid, a DNA polymerase 
and a nuclease thereto, synthesizing a complementary strand of a base series adjacent to 3' 
end of a primer and complementary to the polynucleotide and successively decomposing the 
strand and repeating synthesis and decomposition of the complementary strand one or more 
times and detecting the produced pyrophosphate or deoxynucleoside monophosphoric acid. This 
kit for detection is used for the method for detecting the polynucleotide. 



LEGAL STATUS 

[Date of request for examination] 1 6.06.2000 

[Date of sending the examiners decision of 
rejection] 

[Kind of final disposal of application other than 
the examiners decision of rejection or 
application converted registration] 

[Date of final disposal for application] 

[Patent number] 3301876 

[Date of registration] 26.04.2002 

[Number of appeal against examiner's decision 
of rejection] 



http://www1 9.ipdl jpo.go jp/PA1 /resu!t/detail/main/wAAA9LayACDA407231 799P... 2004/08/1 1 



, Searching PAJ . 2/2 i> 

. [Date of requesting appeal against examiner's 
decision of rejection] 

[Date of extinction of right] 

Copyright (C); 1 998,2003 Japan Patent Office 



http://www1 9.ipdlJpo.gojp/PA1/result/detail/main/wAAA9LayACDA407231 799P... 2004/08/1 1 



(19)B#B#fftfr (JP) (12) £t i^p f^p $g (A) (»)WHaW»M 

#H8¥7- 231799 

(43)&KB ¥/«E7^(1995)9 £5B 



(51)IntCl. B 
C12Q 1/68 
C 1 2 N 15/09 
C 1 2 Q 1/34 
1/48 



ZNA A 9453-4B 



F I 



6807 -4B 
6807 -4B 

9281-4B C 1 2N 15/00 

m&rn*. mm* m&momi ol 



a 

17 JO 



(21)fflK#^ 


WS¥6-318711 


(71) 6HIISA 


000120456 










(22) mis B 


6 ^(1994) 12^21 B 




#3cie£Si:k#» 1 t@33# 8 # 






(71)ffl®A 


000002956 


(31)«ifc8L£3B## 


ftH¥5 -337863 






(32)«£B 


¥ 5 (1993)12/! 28 B 




AKfl?fAEm«f*|Kit«EBr3TB 2 #10^ 


(33)«ifelS±3SH 


B* (JP) 


(72)§gW« 










«*Jfc*;BIiCrfjTS-hl381 - 3 %mt¥ 
















mm mm 








fls*iRAEa®TUT5-hi38i-3 mtvc^t 














(74)ftS?A 





(54) i&wozm ¥ttz<Dit x )*?vttYe>&m^mmtM^mzm^zm.mm*ryv 



(57) 

4>ft < i t> 1 iOft*->? ^ U*~> F F U U >». D 



1 

w^E5>j«* l*^* 2 i/7- tnsttswra* 'J 

2>U:*^F:/*5-f v— S/W^U^-fX^t, i^TC 
nfc2>fc < i t> l a©x^^v^ F F U 'J > 

gf, DNA#iJ^5- VRZfZi? UT— fe?£flnK.T, f& 

*U 3*^^7 FT'^'I'V— ©3' *5gT*X*n^ 

*X— Mt$nfcfe©T&££<h£4t®£-f ; 5iil*J||l 
§2*?.©^ y * 2? u^-g 1 F ©tfcttiyjifc. 

— -tri, dnajj?u^7— t? i <D9usvy'7if*> 

h. T4DNA#U^7-f. T7DNA#'J^7-f 
RtfPh i 29DNA#'J/5-W?-^»6I(f 

•p* -s z: t £#® i-r* i ~ 3 ©v»rn*» i miz 
ia*£©# y * /7 f ©^m?? ft. 

R^rfe©U >^#^^©#^Xtef^fr\ ttWteRI 
ffi7C*T«»«l«lSnT*0. 7^2*27 1/7— tffc J: & 
S^fc«tO^T-5x^>'^^^^->F ; E/ U>»* 

X^->? 27 U^-> F^:/ <J >8?£27 □ V F 7*77^ - 

^wfcaurr* £ <t ^#^<t-r^w*ja i ~ 5 ©v^-r 
[f»*>S7] B^i~4©ii-rn^i^tcia*©# 

•J^27 l/^-^ 1 F©^ttl7jS{Ci5^T, DNA#'J>7- 

■trjc«t*ffl*t«i-&j«»c<to*j«rst:ay>»*. 7^ 

y->>-5* -*XW7i-hRtf7T; v>FU 
•J >StXJU:7 U 7— tf iS)SStT7fy y>h'JU> 

ffi$m 7 IB^©^ 'J ? * F ©^fcBTjffio 

[»^«9] JMT©1~4©^t3-: 
1. ttU^Aco-C-CDttClSE^IEttT^S^yjx^^ 
5 1 F ©— »£ tBWWfcEJ'J ? i> V 7— fefWte 



(2) ^PJ^ 7-231799 

2 

£*rT5 * 'J n'p? 27 F 7^ 

2. DNA#U^7- fef, 

3 . 2>& <<*:*>! a©x^+->^ 27 U^-> F F 'J »J > 
4. 3' -5' 7J[R](C2*^DNASr73-M-r^tett^ ; t 

-r^^^i/7— 1% 

S-^Offi^JS 1 ~ 8 ©^ftl* 1 ^{CfH«E©# 'J J* 2> U 
4-5 1 F©^W73telC«ffl-r-5#y^27^5 i F^tt}ffl^ 
2/ Fo 

10 [g$«10] f»*JS 9 !H*c©tf 'J * 27 U*?- FtfeW 

F^y 'J >»ttffiEKS8S$W3ii-fc£££«r« 
t1"2>^U p?27 U-^FtettUB+y F. 

[m&sf 1 1 i m&m 9 ih«©# y ^ 2> f&w 

JB+y FIcisi^T. 5SfiftftfflJH*y FK, trny >gtffc 
KttWffi+y F. 
[0 0 0 1] 

^W(c*?7)7^K*44'(C#ffiT^)#^©^*BS^J^-&tJ# 
y^2>ly^F (WT, SW^U^i'^fh'iV^) 

[0 0 0 2] 

*. tcDtztb. &fcmmm, mt. m$L®><DW$m\ztt. 

30 ^frs/iJ&tc, ^JA«*H©<fc'5/*j:^rWi:^W©3i^ 
* if * -5 «•& fc » * . 

[0 0 0 3] L^U ftftiffclWOfifiTi^^ 

& . -5 W -> tf-T)]^ * Pt B"T * C t t5^>B t ^ 
-2). «Wite^-*i»«-r**te©— 5iLTPCR(Pol 
ymerase Chain Reaction) ft^etlT^S. PCRS 
tt. in vitrotCiSl-J-ittKWilifiaflftUTdRt)— »M 

t fctffl»*«<*S! <t L- TtStg LT L * -5 3 5 x a 

[0 0 0 4] HP*, PCR©«kp{CDNA*^cW73«{C 
*T?«l*B*-a-*SJ6"T?ttjBAbfc««DNA'bra«fctB 

»c£»c©*# * w « v \z \zm±tz mm-c 

Ksuufey. **v^4PCRKiS-c'>5->;ua6*«t»)a 
50 *.-e-T*#, «rfck:PCRKJ4;SfT'5Krk:-t-©tt#*'> 
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7->MUn->7-- fcffl&Sb, tafls^JcKoTiSAbft 

tews** £ t v> 5 «fc 5 fti* 

ft<^„ 

[0 0 0 5] Sift, «a->^;u*it«-r**j*tbT 

(Bio/Technology, 6,. 1197-1202(1988), P.M.Lizardi 
et al.) *tatSnttJ5. b^U dO^ffittifffi* 
■fr-SKJUS U^'J *— ttWRMTT *E5!ll*i I'Jf AtiiB 
B#»D. -t©il«:*|jft±OlWtt*»6#X©ffi«^IBW 

->^RNA^ITI.SffiT-t) P C R&<h|?l8l©P 
[0 0 0 6] ttK©#i*ttttW*f*£ft*:»*K5"J&i9 
SMWi:*U p** i7 F^a-^DNASM :/ 

U^XSttft*, wisBWfliau ^jw^ntya- 
xwm- wr -s -> y ±;nt*is*^ s nx ^ & (ep-04 

55517/Al) . £©*?£«> P C RfttCjt-<Tl&ttl!gffi« 
fitJtoo, ^*14lc«n. HJSicfSbT#SiJftfiB^ 
&B<bbft^©?iJj&#&3. b#>U CC7j^T«X 
D-^DNA£t^lcKJ«:**|ft0iBUieJiaJ:5fc-r*/t 
^©^WftBE^JftifoffS— ©*U rf^^l^^K*^ 
{C&#£i*--5&B#£-S. Sft^W-r-SSBtetfelffi^ 
gjBrgB&jWB"?* -5 ft * KtfctH"^li&ftgRte#ft'M£n 

[0 0 0 7] 2*mDNA%!&&m\ZV)mT 

z> Axi'y?^ 1/7— tf^fflv^ft-y-'f u >^T-y-tr-r 

ffifcHf£$ttTt^<5 (BioTechniques, Vol.13, No. 6, 8 
82-892(1992), C. G. Copley et al.) . tC^iffili, * 
"J n** i7 H Xp- ^3ft»ffi»WftiE5iJ t/W XU X 
-fXLTM§tlt2*iDNAI:AXi'yjti'l/7- 
-tf£fW8£-tJ\ /D-^DNA^2*iS;WTt&V^ 
I*ST!»»Sn4tlrfta^D-yDNAtIS#fc 

©DNAK^J©#M£*J^-££<h#TtfflgT&£. £ft 

nft H i V» 5 &Tttl&llfi»**ffl (EP-045551 7/ 

Al) «fcD 

[0 0 0 8] b^U Al^y?^l/7-tl4iJttt/ 
T5' 5USH««'J>»tSnft^n-^DNA*S*-r 
-5. DNAM»*i^T^D-^DNA*ft;*Ml/ 

ft«^5* n-r# sr. -^© ft 

(cj >mt $ nx v s * © & a 3 a> &vtmir & 
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*. It, AX^V^bT— tfSrffl^ft-tM-^U;^ 
T-^t'fSttyp-yDNAAiilDNAtCiDILA 

^ - /x-»*«^ft 1 n o mm& t> & -5 (AittT? 

ttiW 5 0 0 H/«rBB) o 

[0 0 0 9] X£V*#b7--t?£ffinft-tM' £'J>X 
77WSilXtt, #M¥5 -130870^$gfH«©^ 

-r**j*T?*S. BP*, 5' -3' X^VJi^l/T- tf 

tc ct -a Tttmz nft x 5 -f v- Kfto r«f ft ft x^ -r v 

-rf>VWX'JX-f XU DNA#U^7- tftr«t-pTffl 
ffi^ ©-&«£ £ 5fc \z £ tift« £ ft-TRI&tfimft b -y-f 
9 l ) Stt*ftC*^Ttt, PCR 

KJ60 «fc 5 ft««fta*iwiiif «B**nft na*. x 

20 — A*— gc (■/□-^'DNAC/W X'JX-f 

•feT- -> 3 >©<ii 0 ig blSO £_ktf £ < n <h n 5 mig«t» 

[0010] &9tmmmt* znznmM&w&ffi&s 
ftftt>Kffl^sift*E3?ima*ft*iif£bft (mrnm- 

327499#^«) . d©*«fett^P-^©'&J«3^#aft 

-r-5Ct^Blte<tft-5«tlft^rfeTS-5o b^b, Z\<D 

^iO^D-^DNAOA'fy'J^lf-J'3 >©«I0 
£b«C) *JSiPS14-S3Bl*ttB«&Stl*"b©0, 7"P- 
XD N Ad1*S t) il b/ W X 'J y-i X b ft ttn«ft 6 ft ^ 

n i tc tt^to 0 aft < , #r b e. nft ^ <t 

v^Fom^^bTv^ft. 

[0011] imfcT^iTSfi^ftae^oiSfi&Kfc^ 

Ttt. X5"f V-i:bTJP^ft^UP*^i7b^^h*ttti 
HS^iftoT7 p 7'fV-tbTttt»ffibft<ft-5© 

p*p? ^ h * y^-r -7- 1 bxffl j& bftttnkfft 5 

ftv^ P C RS©i o fc»acWk:«MB^***4j5aE-r 

**Ttt, U P*5? ^ b^ KftfflJfT* 

^B^abt> ft. * u p*? 9 v*^ vf^-i^-mt^m 

[0 0 12] 

50 p>*5*--> 3 >©»«*gw*v»auiiEj>j<o«aa 



5 

mis? * tzsb \z&mtt ml t & zM.ms.rn ©wis© ft n . 
■t-5*>©t&&. 

[0 0 13] 

iD N A \Z tttfUU it "f— i ft o fc D N A ©* £3JI$r 
U ^oifiSffiWcW«£nft^£ l/7-ir*£DN 

b. **Wft3»aUfc. 

[0014] m?>. #»wtt&T©*JB*-?-©fiii t-r 

-5t>©T&-5<, 

^Kfc, S&tf'J^l/^F©— g|S<fcfflffiMftE?U£ 
ifc llCr^/^^WyH h U U DNA# 

^F©tfeffl2rfis. 

[0 0 15] (2)* Urf^I/^F^-l'V-/^, ^ 
^^^^1/^^7^7-03' *$s-e*x*D 

[0 0 16] (3)DNA#'J/7- tf^ DNA*'J/ 
5— tfl, DNA*U/7- if I <D9\sJ*y~7 1 y9*> 
K T4DNA#U/7-t', T7DNA#U^7-t' 
St/Ph i 2 9DNA#U^7— tf*»&ft*»*»6jg« 

(i) x«(2) Etto^u^^u^Foiftai^ft. 

[0 0 17] (4)* £1/7— \£&X.t?\SZ £ 1/7— tfll I 

T&-5 3L££$$m<t-r&iiffie(i) ~o) ©n-ma^ic 

Eft©*}? U J* * F ©&t±t;frf£= 

[0 0 18] (5)5 s **>'2*l'*->HHJ , J>*©i3 

raffiTcsdTBSftwinsnT* o . £ u-7— tfjct 

^^tBT^C<i:«r#Hi:-r^SffE(l) ~(4) ©H-ftl** 
fcfE«©# U * £ 1/^5^ F©fttti#ffi. 
[0 0 19] (6)* £1/7— t?fc«fc*KJE&fcJ:D£firr 

- C J; o T»l L SKf ->7 ^ U t -/ K 1 7 U >S 
*3tt*WfcW£rac4:*4«B£t"*l(rE(l) ~(4) © 
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^•mjWC!E*E©3j? 'J J* £ l/^ F©&tiJ:££;. 

[0 0 2 0] (7)gffB(D ~(4) ©vi-rn^jcfls®©^ 

•J^^l/^-^FW^m^ffifCiJV^T. DNA#U^7- 

y->>-5' -tX*it;i/7i- HRI/7f / -» h 'J 
'J >&£JU7 U 7— ££RJSStfT7'5V » h u u > 

SR7fy ■» h 'J u >»**itit* ^ 

[0 0 2 1] (8)7-xV->>bU 'J >^*;U5/7i'J > 

•6 WE (7) E«£©#'J?£l/^F©^m^S. 
[0 0 2 2] (9)J£rF©l~4©/&# : 

1 . ttffl#*©*©itt£E?'Ja f K»"C**# , J *£ 

9 1 F©-»£ffi»WfcK#l£Wba»o;s £ U-7— £Wte 

s^Ts^urf^i/^F^-rv-, 

2. DNA^'J^7- If. 

3 . '>ft < £ fo 1 a©x^^->P< £ L/^-> F F U U > 
St, Rtf 

4. 3 ' ^5 ' ;#foK2#iiiDNA£7^T&ei4£* 

20 -r-5^^1/7— fef. s-g-tfWE(i) ~(8) ©^-rn^tc 

E*c©# U J* £ H ©MttS77?*tCffifflT-5 # 'J * £ 

l/^FtfctHffl** ho 

[0 0 2 3] (10) fffE(9) E«©tf U^l/^F^ 

[0 0 2 4] (11) titAE (9) CttOtf'J^jrl'st^Ftt 

30 fFt»7K 

[0 0 2 5] WT. *f6M»C3t»TWIfflk:RWr*. 

a. *f£w©tftm*f*tt. -E-osswi^'Kaiw^'jp! 

SUM. 7<377Xy. U^r-y^7. ^ 

-f )l7>m$> Z 2> h © (C S*-r-5 4^ 'J * £ l/*^ K (C*5 
it#'J3<7l/*f Hibtll 

RNA^^^mRNA^^l^tlfc 

40 ^-©DNAWE^J^ 3 . DNAM©77^V-ifif)7 
sE3»j©#ffi*t|afitft*c:t««»*. Sfc, DNAtf 
U ^ 9— K^»3C £ 1/7— £©SttE#toR. x^-^->^ 

[0 0 2 6] fi£-s>T. *fEWfc*VJTta*B«SJ»*ff"5 
fe^fcttpTtgftfg 0 MAi^iStS d * b 
ir>. 0»*tf. @*B('^bfc«tE^n-^^fflViTS 
WDNA^Jfffib, l*t»TiJfei*k:«t0WE'F*fi*&l»* 
50 b. *:<Dmz&&m ! £:mmT2>trtyi7tf ; 7>\ t <Dt3.\,* 
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5' *JBTE3fflt«^-UT*mi (Eur. J. Immunol. , 2 
3, 1895-1901 (1993), H.Kohsaka et al. ; Nucleic Acid 
s Research, 2i. 3469-3472 (1993), H.Kohsakaet al. 

[0 0 2 7] #iC 1 i&*<7)#g~#a?£ 1 1M * 

•5. fciS, ^«S«a©ttW*fttUT. WHW59-208 

465 #4i«Se*0*ffi**RIC»l6nTV»*. 

tt. v-fc|*<ffililia5«o^fi)ESJi£:fc*v»T*K 

£bT*^U:*^F<a«##£/jJ^&;i£k:J;oT^ 

cd5? >? v*^ Ywmwim. o jA^ns £ ^ 5 ejsbsk: 

3S"^<*ffiT»a. EPS, Htl/T7^WHS# 
#£IiX 0 jA^c«^fCttS««tl^X^ V ^ ^ 1/7- tf 

[0 0 2 8] SStWC, HfFfH^)4Tffl^enT^-5S^© 

^tm&t *>&&£•$■*> n t SWISt-rs^arc** 

[0 0 2 9] B. WEOKftlOjR'J^^U^- 

*ssmi:*wt. r^eqj ta, i&sE3Wifi**f© 

CKjfCtt. 7f-> (A) K*rLTtt^5> (T) ; ifT 

-y (G) ic*fux«->h->> (O tfttfo-rzftffi®. 40 

LTA<^iJ^Xt4ui atpJUB-C »ft «fi 55. I 

#'Jp!? HO*lt»*t* ££&&&£ LT, 

^-U ^p?^ F®**£#©*J>fc< <fct>70*a*tlfK 
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— 3' *SBcD^^W^ , J^i'^^K©ifi 
V>53M*te, *«W**3* *$SfC*s^T 
4K*OftlDS«*ff5fc«>©j6}«©AfrT*«. 3' * 

[0 0 3 0] *%HJtcffl(/i5^-'Ja*^i7 l/^-^H 

[0031] imm\zm^^ x )-d^cv^v 
y^-rv-tt, 5?^u7— i?Ki*fbTiBtt**r*Jit 

U-7— tf<&#«E$-B--5Ci:7&ij^ST&-5fc«e>. 

^ U7— if lc«t 0 * U n*^ ^ l/^f-^ F 7"7^Y-^» 

- -tf Btt tt-^-r * ^ ft tt» \z m%. $ n -s t> © r « ^ 

[0 0 3 2] ^WfCtt, M^.tfDNAMgiT7"7 
■f v- 1 a 5 * U rf 9 vurf- F S^fiXT -5 £ * 
OTJft tC «t o TjgJS^gP^lCTHX ^ □ ^^"X- h (Phosp 
horothioate)iiS-&*^Am«^- U 3?. $ V*=f- F T"^ 

«t5fe*StbT«. ^JA«Hffl^X7}s;|/75^*-f h(P 
hosphoramidite) ffiTDNA€^t5i^T*Wl 
a ^**«tcJ;-6»<tISt:^Ta[^a: Sottas (* 

- hifc!r&£ ^ 'J 9 VlrJ- F (cSA-T-5 i t ^T*# 
So SftM^i L-Tti. 3 H-l, 2-benzodithiole-3-one 
1, l-dioxide(Beaucage' s Reagent), TETD/Acetonitril 
e(TETD: tetraethylthiuram disulfide) ^W&l £> *IT V> 

[0 0 3 3] *-5Htt, DNA3t?'J^5- flCioTD 
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C<D£5te&&it&%)£VTte. o-S— r^->?3 
v> h 'J U >gf, a - S -x^vv h >> h 'J U > 
o - S - rt*y7r-> H 'J U >lfRO:a - S - 

ifLTSdXTPiMT*) SWfc-T -5 

3„ DNA#U^7- tflCt-S^S^STfT^t^rtC, 

Tt*->?i'l/t>'Hh , J l J>S (WT, dXTPtt 

•&fiK$nfc^-'J 3*;* l/:^ Fte*7.*D^:tX- Mfc 

sn, u-t— tfim^^ff-r-So dna#ij^7- 

-fe'tCcfcoT^X^O^X- h A-T£«^te. 

m&j~tktim&-c'$>z># u ? ? i/^ h* ic/w y u y-r 

< SJt^tp? i7 1/7— fe«£ffi#T37Jffi£JS& Z\ i 

[0034] — \fmi££-rft\im%<D%.fo 

fife. £<DM&\t$.-?S dXTPWinl/, ^TdX 
T P ##»n b , < L h 2 «S^©#fiHJS75^-St' 
2 OfeCD d XT P \Ztt LTtt? 1/7— If **f£ 

? F^te^X^o^x- h^tmtf^ ^ 1/7- 

•fe'Wttff «Micjt#-r^^. iwm#tc/w xu y-r xt^> 

&iffl#\ £?£L<te3e#£iiiitbT*X*D5P;tX- 
F^itnH <£D^£&7^l/7-il1Htt£88f#T 

[0 0 3 5] fcfcU «frfHcDJ;5(CDNA#U^5— fe* 
ICi^DNA^SiOa^O^HSdXTP^dXT 
PJ:D^&9<g^cDT\ ^^ICSdXTP^riKDjAS-a- 
fzmzttmm<DdXTPZMZ-Z>t)\ 2>-5(^SSdXT 

[0 0 3 6] 79 VT— Mtt4«tt^if££bTW:, ffJ 
fe^X^n^^-x- MtCDf&lC, *9Ml/*3.**— MM 
ethylphosphonate) ifg"&\ *X*D75f- h (Phospho 
roamidate)i|g-a, Jp'J 75 H^^(Polyamide nucleic a 
cid(PNA) )^^A^tut^Tf5..cn5^ 
il3^tcJ:oT*?i/:*5f F©U>^&^&, >J 

5*-f 77-f$tlt? i> 1/7— tflHtt£«»f*. 
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[0 0 3 7] ^CO^IC. ^-'Jrf^^l/^-^h'y^-rv- 
N A « D N A -T 3 9 1/ 7 — fe* \Ztt b T (3 

1/7— 'J p'^ * h* y 7-f 
^^^7-if J ?'DNA^U^5— tf©cpfC«RNa s e 

io NAy^-rv-e^^^n^^ft^cDM^fc-a- 
[0038] *%Bjic*3tt^^-'jp*^^ i/^Hy^-r 

V-tt, i£»gSrr">&< <h&6UUi. *?£b<ttl0~5 

o, #ic»*b<«i5~3osaifrso e^Tiiji^ 
o^frTtt/N-ryu y-r x b \z < naa* o < , 

20 ofz®\zb&&nm<D&2%j*x.z>z\?itf!&mzf<i.z, 0 
z\ n\zM ltm&mh % h{t i ¥m\z-£j$.-?2>m\zw.m* 

{ST \s9j < &-S> <DTmm&)\Z7FMT'3bZ> OTffJ b < fc 
^-fv-fffl. ab^Vitty^'i'v-i*i©7KPg^(c t ±;-5 2 

[0 0 3 9] /Ji3> *%BJtcffifflbf#^DNA#U^7 
— tlS^ai-T'S^, ^CDcpfCfiDNA^'J^^— tf I © 
30 i;'5lCl|V^j:^6 2*«DNA(C*fT-5 5 * ^3' X^7 

y^XLt7D-^55' 

5' ffl ; fc^i'l/7— fe*W14iL.T^< tJ:Vi. ^ij. |W| 
UDNA/j^'J ^ y — b'Tt>^7 l// l 777y^>h^ 5 Ph 
i 2 9DNA#U>(7- fe*W^©fg14*#L^^©T 

[0 0 4 0] ;tUrf^ 1/^-^ h*77-f7-0^1 

i b TAD^-fe^- 'J p*p? ZUlrJ-Y iimmfa iftol7 

^JCOffi(C*fbTAja*«T'fflV^^S^S>o/c^\ 
BJTtt 1 IA< y U y< Xbfc^f U P'^ 9 V-XJ- F X5 

Jfc^Wligtfc*. *^lc«. ip«ttS8*A-f 
•T-g)73tCffl^^fcd6lC+^ftO^-U 9 H7"7 
50 -<V-$fiJffl-ri.©*W*b^„ *U*fJfei&a«WE 



(7) 
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[0 0 4 1] /W XU^Xw^mi^fKIS^nft^ 
**. A-f X'J ^XIIiDNAip "J * 7— tf£3? ^ 

tC3tgf •5e&S#a5-5. #(C^i7l/T-if«PCRi*T 
ffl \\ <E> n-5 T a q # U ^ 5— tfCD J; -5 ttA£<Z>Si&4£& 

pH©lft5£«&t>. /W^U^-fXO* 

9<fcU 20~55'CTSlE*fffe-a:<5. WK:*f*LH&# 
tLTtl pH7.5 —8. 5 , Sft«30~45"C£*R-r CI <h 

[0 0 4 2] 0)J*.«\ *i5S^J(C^b7cJ;-5{c:. O.lpmol 
©X^-fV— , 50mM©T r i s/HCli« (pH7. 
5), lOmM Mg C 1 , ©^/^te^^T^nj^M 

(100 tT5M) 65"CT10^W7^-U >XT 
-So •T<*(C37 < CTDNA#U^^— bfSJS 

ft*. *»WKK**fc**3tt* fcTn U >&£»*M 



12 



* [0 0 4 3] K^*JCDNAz}?>J^^— tf^J* 

^fb^JiL-xtt. mxtt^skmrii-J-y (bs 

A) , yftXKUl' (DTT) , 0-*)ltl7h 
mi)Um\Z> BSAtelO~500 jxg/ml, DTTtilmMg 

ffitttflwittKflE^ntt, tmg£& oor-ioo *ct5 

[0 0 4 4] intl/fc^-fT-JWODNA 

'j^-<xu&DNA*i»*L-c*wawftSjiE:*«itt-r 
[0045] c. &iat, KrfaA'f xyy-r 

20 X*©St. ^fC^^<£fcia©^=i-+->^i7l/^-->Fh 
•J 'J>BS. DNA#'J/5- tfS.^^1^7— tf^iW*. 

jsucs^t. #fa?ii©,Ej6JRs*Bi i RtfTiaa: 1 ic 

[0 0 4 6] 

utu 

30 
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(A I) 



(8) 
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5 * - • • CCGGAAGTGTTGATAAGATACGCGCATTACG • • 
CTTCACAACTATTCTATCCCCGTAA - 5 ' 

5 " - • • CCGGAAGTGTTGATAAGATAGGGGCATTAGG - - 
C CTTCACAACTATTCTATCCCCGTAA - 5 ' 

* I 

P P i i><±& 

5 ' - • • CCGGAAGTCTTGATAAGATAGGGGCATTAGC • • 
CTTCACAACTATTCTATCCCCGTAA - 5 ' 
t 1 

&mmto (cjcmp) 
4 

gC;DNA^H0ftffl^7^7-O3' ^SfiKC ;><— ^>#g 
5 ' - - • CCGGAAGTGTTGATAAGATAGGGGCATTAGG • • 
CCTTCACAACTATTCTATCCCCGTAA - 5 * 

* J 

P P i 
i 

-Fno £ cd £ ^ fc 1 dXTP (Dtt m i:tt>& i^ffiXfi^IT^ d £ ** pJtg <t & * . 
^l^oeaU>» i £*l»T*C<!:t>» [0 0 4 9] *«WCD*W*ftK:J:^TjfltSS«* 

— c©ttiT2*ioDNA(7) asr«tti*r«*s«ijs)t-r*i:t3&«?risBT**. ep*>> ^ 

^r^+y^ ^ i/^y f^e; u >i^»lbl^< 0 iEift* (TBESC2) . 

[0 0 4 8] fcfcflSiBUifc.fcifc, WfaS/SBtfCDNA [0 0 5 0] 

-7^^^ /7 1/7- «Hti LTWEISKtf-r* H t fe* 
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(5R2) 



(9) 
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1 Btti'iotl'i) 

*tf]*t*©-*fflDNA (±SU 
5 " - • • CCGGAAGTGTTGATAAGATAGGGGCATTAGG • • 
CTTCACAACTATTCTATCCCCGTAA - 5 ' 

t 

5' - • • CCGGAACTGTTCATAACATAGGCGCATTACC • • 
CCTTCACAACTATTCTATCCCCGTAA - 5 ' 
* 

, A i;**LTffi»tttt*«tiT *Kt LTtid C T P*<ffl*StiT 

5 ' - - • CCAGAAGTGTTGATAAGATAGGGGCATTAGG ■ • 
CTTCACAACTATTCTATCCCCGTAA - 5 ' 

I 



[0 0 5 1] ifc^U Jjl^ K^7-f V-jJVW 

#T"1*3. MfS{C*5^Tffiffl-r-5DNA*U^7-1f 

-fe?«, it5' —3' Tjft^WDNA^&ifSffitt^ 
0„ fife, DNA^fiE^^^fCfi^r^^-rv-^ 

•SDNA^'J^? — faftLTtt, DNA#'J/5- tf 
I, DNA#U*7--fe: I ©y Ix/yy^y^yK T 
4DNA#'J*5— fe\ T 7 DNA7f?U 1\ Ph 

i 2 9DNA#iJ^7-€fXHun?.<?)DNA#iJ/ 40 
y-M (D^mPf*miZ> Z. £tf~C%2>. 
[0 0 5 2] ft*. DNAtfU ^5— tf<t LTT4DN 
A/tf'J tf-^T 7 DNA^U fcfCDioSC^T} 

fc3' -5' 

m t»nar, siM^anr-ax y i/j- ^ <t 

7J&3' —5' xyyyy |/7- fSt^^WT-SDNA 



b$>omz>. mz, z(Dmti\t^y-<^-(o^m^i5.<D 

[0 0 5 3] Wimzi3\,*T&.m-?Z>Z9UT—' &t, 2 
#gjcDDNA£3' -5' 73lfiKX^-r5Sf±*J^t3X 

xyy^y 1/7— tfni d^^tixiiS. xyyyyi/ 

7— fe'III tUTttiSffi<0tC*^:J»iSS3tE© 

flRsnrn***. cntciss$n-5. : boT«^<ft!io^[ 
* * v » « ae^^jft a «fc •=> xt# 6 n& *> 

&oTt)fiJfflT-5c:t^T^-5. xy y*y 1/7"— bfll 
I -fc/Hlofctt&fcltt. DNA*'J^7-KiLT«SL 
fcDNAii?U^7- tf I . -E-0i?Uy'>77^>h, 
T4DNA#'J^?-tf«iH«ra URJ6*#T»*e 
ttfesS-rfc*, DNA#'J^5- £K<fc*RJt;<»: a PfT b 

3„ xyyyy 1/7— iflll «. 2*iaDNASr3' — 

5' ^cwawtc^iB-razit, i*mDNAtc«f^ 
nfct>, sdXTPfctoy^-rv— srffi^ti^^i^T 

[0 0 5 4] DNA/j^'J y — t*{C«t-5)^" l J Zi*X y 
^ H y SB/St £T* D N A©#*EJ£©»Kfc 

tt. r^y^^l/^yh'hU'J^ (dXTP) 



(10) 
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[0 0 5 5] D. #5S9Jtt, *J«-r*IfP'J>»Xtt5* 

(D^-r^x^-^->^ ^ i^^--> F^y u >^o^ttj 

S («T. dXMPirfESftT-S) StftWraci tT. IP 
^ D N A * u y 7 — tf fc «fc 3 \Z ck o T #*P L 

d X T P d XM P £8MST -5 C <h (CJ; -o T. 

[0 0 5 6] SS,tl/TfflWdXTP0afi©'J>S 

iCiO. dXTPtdXMPt$-1 , ^>5MiSgftt'T 

^»i«|T»5d XM P MET* H t^nJ 

XTPiLTll dATP, dCTP, dGTPWd 
TTP?&tTMR£ftTHS. £jfc. gffia&<Z>'J>jgH^ 
"PglLfcdXTPiLTH dATPMdCTP 

tLTIl dATP, dCTP, dGTPRI/dTTP* 
(j£3) 



18 



[0 0 5 7] 7-W-fyh-^ll^dXMP 

n«afc»jgtt & h 5 s>* 9 5 7 * - \z j; ^ t 

10 MP©fl«, aS«»wTflET»a. BPS. KJEifcSTtrjR© 

sib. c:nfc*0.«£ji!ftrrti«* * Kamsn* 

•3Tfl«L#n*»iK*ttMmtf d XM P £5£*l3<}ic 
[0 0 5 8] ©DNA*'J^7-1f{C±S^#SSJ5S{- 

«t o £-r * tr p u >s?©5S4 

#fgBJ;£j*T«. DNA^'J/^-fiaSdXMP© 
20 ttJpCfcfc&'SPP i OSfiSSagtSCtCtO. 0f 

N Atf u y 5— te*tc<fc<5 d XM P wfl-jtoic t *>&v>£/i£ 

t^ppi *fi»-r**ttt;:j:tttf. mmmzmfct* 

M?%i¥M%&W^&zrztb&mzffi&tzJ]mttzZ>. 

3<E>SJ£; (J. Immunological Methods, 156, 55-60 (19 
92), T.Tabary et al.) ft&mtefflfeWSSmiitl. 

30 [0 0 5 9] 
[ft 3] 



ATPXJVy 'J 5— -t? 

pp i + 7fV isv-v-*A?*V)i>y *.~b 'ATP + so," 



ATP+A-/7* 'J V+O a -AMP+PPi+i^7i!)J +C0« 



[0 0 6 0] ^©i©tDU >B&©SSj£ifca:LTtt, 
TAnal. Biochem., 94. 117-120 (1979)j IZ^mZtlfz 

[0 0 6 1] E. J|#:0IJ 



CRExU) . 
[0 0 6 2] 
[ft 4] 
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(5£4) 



(11) 



mmW-7 - 2 3 1 7 9 9 
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CMVy;ADNAOD77^y>h^ C M V lC<&Bttttfi£?«J 

5' -TTGTCCCGAA ATGAT — ATCCC TACTGGGTCC CATTTCCGGC — CACGTGCTGA-3' 



5' -TTGTCCCGAA ATGATATCCG TACTGGGTCC CATTTCGGGG CACGTGCTGA CMV 

TACGC ATGACCCAGG GTAAAGCCCC -5' ^^fT- 
i 



5' -TTGTCCCGAA ATGATATCCG TACTGGGTCC CATTTCGGGG CACGTGCTGA CMV 

ATAGGC ATGACCCAGG GTAAAGCCCC -5' r^-T^- 
I +PPi 

I 

7^U7-m»$n^fi«5 ( d AMP) *<ifej£L-0 < 

4 

5* -TTGTCCCGAA ATGATATCCG TACTGGGTCC CATTTCGGGG CACGTGCTGA CMV 
♦TAGGC ATGACCCAGG GTAAAGCCCC -5' 
i 



5' -TTGTCCCGAA ATGATATCCG TACTGGGTCC CATTTCGGGG CACGTGCTGA CMV 

ATAGGC ATGACCCAGG GTAAAGCCCC -5' ^'f?" 



[0 0 6 3] <Dfc MM l^tfD^M^X (OTCMV 
£*W&-r5) <0&ffl£rWc££<i:* CMVyyADNA 30 
*©«R»*EcoRI W^D77^>Klfi* 

y^-f^-^T^) (BH^JS^l) o 3* fliJCOA-T CDfflcD 

£ 0 PP iXtt»»I*T*SdAMP$»)gt-5Ci 

<k**TS*. 40 
[0 0 6 4] OWKl*aS©#ft^5WW*lt>--< ^£ 

KjflBS«*JI©«Wl«tbTt hajJte^K i - r a s 
/ 1 2 0|fttU»S^-r. Ki-ras/12 fctt, TIE 

[0 0 6 5] 

[ft 5] 50 



H5) 

JEfcttBSJiJ : 5' - AATATAAACT TCTGGTAGTT GGAGCTGGTG GCGTAGGCAA 
TTATATTTGA ACACCATCAA CCTCGACCAC CGCATCCGTT 



■Wff 5'- T. 

A 

[0 0 6 6] 7 - fc l/Ttta 5 t l:SLfc«^<Q 

K#l 2) &45 3 f «<Z>T-G 

T»n«dGTPS«C0^tTjRi6A«JtfTb, PPi^d 

GMP^ts^Wc ua>u «ai»*A^a#T** 

tiii©MMS&d TT P 
JfeWtfr Lfcv*. i£ C d T T P ©*fta6ftfclpAfcl»lc 

UTj«^«i«as«a-r*c:^*«w«ET*« (Treats 
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*J») . 
[0 0 6 7] 
[ft 6] 

iOTP 

iE*«EJ"J-C**xtf dGTPA<W»)ii*n*«'<' 1 

ATAAACT TCTGCTACTT CCAGCTC 3* 
TTATATTTGA ACACCATCAA CCTCGACCAC CGCATCCCn 

[0 0 6 8] SC5RI^S6T?»4^ r 5'fV-*J±a 1C 

[0 0 6 9] F. WlWiJ^^WHftdlfl^h 

[0070] *&w#v*i?u*3 L \ t &ttim*v bom 

1. *m»*©-€-©i*ailB5»]*«iEttT»*3l?Ujiti7^ 
7- F©— SPtffl«B<)J5:BE^JSWb^-r>^^U7— fcfWtt 

2. DNA#'J^7- tf. 

3 . 4>fc< 1 1) 1 a©xsMr->;* ^ U*-> F MJ 'J > 

4. 3 ' ^5 * ^ri6](C22f:«DNA^^«?T-5ffitt**r 
■T-S^^kT— tf. 30 
[0 0 7 1] l£l±l~4&&tS*y He. itTlBCD^'J^ 

bid «;Ui«Tfc*tf*4ftajffl*y h^(f5:i 

[0 0 7 2] BP*,. SJ^fflM^ibT, *X*n5P;*x 
— Mb* 'J ^ F\ DNA#U*7~ fefl i/ 

usyy7tfx>b, y : * : *z/zin>>*>'\ t h , jv>m 40 

("PlMD . X^yja^HT— -fcfiu , Tri s/H 
Clg«, MgCl,, BSAMDTT^;S 
J£MSiUEDTA4^ ; d XM P&HJflm^i: 

(PE I ^UXfl/H'^D-X) RtfL i C 

1 mmmm) , xtteaij>*«ufflH»tLT. a 
TPx*7-f5-tf, 7t/-»-5' -^x^-y-;U7 

x-K ^>7x'J>R^l/y7i7" tf*^tr^aiffl 
[0 0 7 3] «T(C. *«WO^fflttU!Pt5l|»±0!)3a* 50 



2) - 2 3 1 7 9 9 
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-f ^ U y-f XL D N A# 'J ^ 7 - flCi 5 ©iS 

(scixtp§) &ttm\sTx*i'7— trwtt 

ffffllCiST^+ypl ^ I/t-> K h 'J U >S (dXT 

p) ®#sn~^^i^7— wttrnz^zftrnt^y 2-d 
<Dfcfc*mr)mi,mzL-?^}i&iiimt.-?z>. cos*** 

[0 0 7 4] fLT, ^fV-j^SXVy^fc.fcO* 
SET'S ^©*g*i^ * L T V» < IS IC *5 V i 

■5. Sfe. #IBWTtti«fflffl8K«kSDNA<0&tt»fts 

*tsioji-rjejBd^«ci^iCD-cDNA7Pu^7— tf£fii;«e> 

[0 0 7 5] *%WtC*3WSDNA#'J^7— tfte. bu 
1 ^^©d XTPWft-flnKJSlCO^T 1 tJWPP i £ 

Mts, pp i itmmixmizjiKii&mmzmfeTzzL 

^FfCfl-^Sr^-r-S^X^At^CoTVi-S. #J© 
JfeKS/i^fCiSHTtt, £©S/&T#fib;£fiB##.5?£r U 
7~V\Z£-oTftMtsnfc.&!to$ : &tiitt&kTZ> Ctil 
T^-5o DNA*U^7-tll * U =f * i? 1/^"^ K 7" 

[0 0 7 6] *2£WlZ&\,-tZ>5iins7— tflttittgl 

tuzmmiz/s-t 7 ij y-r xttt u i/^-^ f y 
b & v i b# k tt c © «e £ s r . s t ^. 

-O/ W Xijy^XiDNA/K'J^ J: 

— tf© £©=k p ft«rtt»C «fc 0 #fg0J ^TSJCt^f (C 

[0 0 7 7] Sfe, *%BJ©fiJ^©— 3tLT, 3>iS' 
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[0 0 7 8] HI'. *%BJ©@^rcDS/*<»:UT. 

Tffi&ts;®fti&m&-e&z>&ibmtf*>nzo dna#>j 

* y— V\z&z> d xt p (DtfMz t *t£^±i$.-r2> p p 
/w *f-i x j $>m.fmm\z £.%ftm&v>wfe*£.< >& 

E<!:bfcV»KJS*SSiiKT?**. PP i ttM#fc»^6<) 
t& t ftMKfo £fr o 1tKRM * Tf-f CO S * iSM L TSJS 
WOUOJ: 3 &#]&«. PCR«fc»c:«fc**MIBg4l!l£tfem 

[0 0 7 9] -C-Offi, EJfc©»— a»T1fttt]*#*E#lfc 
/W ^ 'J ^-fXLfc^^-fV- i»«lELTRJ«: 

u y-r XLftm.mzMm?zmm\zmmtjii&m&'pt£ < 

[0 0 8 0] *^WCD#B|fl<)^*tLT^^S© 30 

WftizM&T%m&&-7'y'f-?-tisTmtf&gzm&m 
<D&r>tzmiz\zfcfctimfti,te^£v\zfcfc&&&feT 
z>z\t\z£y) timmmmommzmmrz z. twaim? 

[0 0 8 1] 

tmt&m HB V • DNAOHB V- etaJlite^© 
HB V • DNACDHB V- etn:Jljl€^CO^tt)SrK* 
III (JSfrBitffiS) Sr. Sfc7 P 7'f7-DNAl;HEW 

[0 0 8 2] (I)-l y^-fV-DNACOPS} 50 



3) #BS^F7 - 2 3 1 7 9 9 

24 

mrfSBEJiJ (BE?U#-st3) ©t'J^^WKU, /3 - 
->Tyx^75^-r hj£ (J.AB.Chem.Soc, H2,. 125 
3-1254 (1990))lCttoT£fi*L;fc. SftMjii: LT» 3H 
-1, 2-benzodi thiole-3-one 1, 1 -dioxide (Beaucage' s Re 
agent) *JBH. 3' *SB«OT-C M**^*D^x- 
hm-erizLTZt?U7— \£Wm7y-C?-DNA£n 
fzo DNA-g-f&$£LTCy c lone P 
lus DNA/RNAy^'flf- (B*5'J#7 
USfyF) ^i*. ^Lfe^X^a^^-x- hft 
*U=fJt^l^*^Ktt. tffii:f^HPLCT*«SLT 

[0083] (d-2 mmmm^m 

^-fr-DNAS, «WB»>J£:&*HBV • DNA£ 
— gPlCfcOM13 77-yDNAti^U J^lC*??^ 

iz&z>£ofc&fft)i£fz. mfcW£B:fom<Dm.mzTiz7jk 

IfcLfc. $.ftjzf>U7— MM^y-i co^ttS-Bi 
ESTS*:^ CB5?iJ£J$-D#;a ^ 1/7- tfWtt^Jtfc^: 

fc7"7^v-^w7 , ijy-rxstfc«^ t 3* 

J*f*B»UttGTr*»5, &-oT*<Dmffim<0&f&\ZiZ(i 
CTPWgT*5. •eL-TCCOdCTPCO^i'lyT- 
if^Stttt. d CMP 

[0 0 8 4] 
gflSiS (5fil ) 

lOfmol SMEJIJ (Ml377-yDNAJbtHBV-e 
fitKite^***»-3 1 *«DNA) 
lpmol 7"7-fv-DNA 
50mM Tris/HCl (pH7.5 ) 
lOraM MgCl, 
?&2Kfe (10/il ) 

lunit DNA#U/7- tf I fUJOyytf*> 
h 

5units X^y^i7 1/7— fe'III 
10wM dCTP (Tm 5xi0'cpm) 

50Mg/ml ^FJfaiffT^S > (^TBSAtSSf) 
IObM yftXKh-;!/ 
[0 0 8 5] «5 1 KJCTTttSJtS* (5 /zl ) £100 *CT 
5#|iflin&LTDNA£l*«<!:LifcS&. 651CT10#|BI 
B^T7 P 5"t'V— DNAS/Wy'J^-fXStfe. 

TKJ&£-e-/t. lB#fSSJS$-t*-7i^. 20mMCOEDTASr 1 fi 
1 AD^TKJieSrf?JhLfc. Rfe&W±Lfzfc!fcm<D£m 
^nm^O^hifyy^— mm : PE I -Cellulose 
F (X;U^7 (Merck)ttSS) , mfflmm : 0. 4M LiCl Ci 
O*»T40^WSW) fcj:0^ilb, J<^|y7— \£#M 



(14) 
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26 



[0 0 8 6] H2*»6M6*»«:J:'5K. ttfcUfcMfctfc* 

PHttUSnf (!/->2-4) . #3S9!©EJ£;tf*4*» 

£>^T£D. U—>2«MIS^©*.CD^Ta&t), I/— 
> 3 ttlti^t ^ 1/ / -? 7 7 > K Si< 
0. >4ttttKjft£Hi. X^V*^l/7— tzflll £ 
[&<^T&-5. 10 
[0 0 8 7] SfcT^-f tLT^^UT— fcfWtt* 

JtSJR T * r> T ^ * 1/ 7 — tf^jSPS* £ L T d C M P tf» 
S»L/itrivlt*«SSLfe (0 3 : l/-> 1 «^^7 

£fiJUJ) o ^n«. 3? ^ 1/7- fcfiCfc D^-f V-© 
3' fflffitt (EPS, d C T P oMlDfiSffi) **#«?£tt-5 
Ac & fc d C T P *<#DPTSft: < ft 3 H <!: jMBH t#>L e> 
n-5o 20 
[0 0 8 8] (2)tt£fir&tt 

* /7 1/7— fef CJ;l>SI0^gt5 Ci*«Bt<5 

Rt^ffl;W&E^J©#ffiL&l'M§^.fc^5 2 0CD* 

[0 0 8 9] El 4 (1/->1 : MtH^E^J 

^77-fv-E?iJtffitt, l/->2 :ttUM*EWy 30 
7'fv-EJ>Jd:rai;-fc>^|B5«J. 9$4mr?ttb>. l/- 
>3 : tfta#*E5>J£"&£ttW K*-rJ:3fc:tftliJ*Mfc 

5d CMPdt#«-r-5 (]/— >1) •fe>^BB?iJ. IP 
*:/7^T-<h|5lCE^JT&9ffiffiWT&^»-& (I/- 
>2) , &^ttffl»*EJ!l**#«El/*V»»^ (l/-> 

3) \z aimMVs l & v > n t tmm znfro z.<d 

[0 0 9 0] (3)SS (f t+->5« ^ l/t-> H h 'J U > 40 



* — lZ%L0&£n2> d CTPCDB$(cC9*-^i7 1/7— tflCcfc 

*K*dGTPR:«*ift*TKJtKS-e'fc. -tote*. 0 
5 (I/— >1 : SJCtLTdCTPSrfiJffl, l/->2 : 
lltLTdGTP^Uffl, I/->3 : V-^-tLT 
dCMPtdCTPSSi, l/->4 : 
dGMP£dGTP£JgH) fcjRTt* DSJt**d CT 
POWflCO*SJS!j«itfT U^iRSttTft« d CM PrtUi 
ffi*n (I/->1) , dGTPSJp^fcl^fcfJKiS^Jt 
frb&^ (^HB««tt^J5Rl/ttV», l/->2) 

j&fe*S£S©tftlti KfiJ/li T# -5 d t tftffl £> left -p &„ 

[0 0 9 1] (4)*%BJ©^ffig5S 
fffE(l) <trai;Mlf^Ttfeffl*f*t^):-g>DNA**0~l 

mi mm) . 0 6 (1/->1 : &^ti*f^E?lJ£-^?^ 
DNA£ lpmol^jjniLMJ&S-a-ifc, l/->2 : tfetBM* 
E^JSr&tTDNASO. lpmol ^iPLHfB$1±^:, I/— > 
3 : &tti;tf#;E^J£^trDNA£0.01pmol^flPLKJS£ 
tbt, I/— >4 : tfcm#&E3nJ£-g-tfDNA£ 1 fmolgs 
ftll/KJfcaii-Jfc. l/->5 : tfctB*f^E?)J£^trDNA 
SrO.lfmol ^jjqbS/fcSii-fc. U—>6 : tfetU^E^J 
£^irDNA£0.01fmolj^L£/&£-tb'c, I/— > 7 : 
' &tH*f;SiE3 ? 'J£^t;DNA£ 1 amolSSftlLTKJtSS-a- 
ft. l/->8 : tfttt*#*E?>J*$trDNA*a5jp-a-r. 
KJfc^ltfc;) (c^Ti^fc:. lfmol (I/— >4) CODN 

fc. *fc*5SMfc«fc*tt[3SE5«*ttl*jSoSatt*«[|g 

"T. ^ltC*5IAT, (A) (B) CDfl|«. 

hO^#t?gtt (CPM) Sr^To 0. lfmol ~0.01pmol© 

[0092] tm^mmm-vu. "p^ituAcdCTP 
tzmifi±c^>-r^mimizfmm<D a c t p 

Il/TV^. fcT. dCTPK£«e>5&a*#)0r)S!|-a-£ 
[0 0 9 3] 

«1] 



(A) (B) A-B/Total dCMP WWM 

DNAi dCTP dCMP (%) (pmol) (dCMP/Target DNA) 



lpmol 6566 17883 70.9 70.9 70.9 

0.1 8805 25204 72.5 72.5 725 

0.01 18381 15212 43.7 43.7 4370 



(15) 



mm¥7-2 3 17 9 9 



27 
lfmol 
0. 1 
none 



32552 
31550 
35997 



1808 
681 
547 



3.67 
0.42 



3.67 
0.42 



28 
3670 
4200 



[0 0 9 4] (5) T4DNA#'J^7-lfl:ct4*l8 
WSE(l) \Z&tfZ>i7Uy ^:7^y*>HCfU_TT4D 
#ft£R^fco T4DNA#U/7-tU Sfcfcifc^fc 

[0 0 9 5] T4DNA^U^7- tfSr4units flJI/>, 

SH^J£*a£&l^ l/->2 :^l// r )77^>h+X 
9V*9VT<— tf+Mm*f^BH^J> b~>3 : T 4 D N 
A#U^^— tfCD^ l/->4 : T4DNA^'J^7- 

^C0J:^{CT4DNA7^U^v-if^ffilitl«^^ 

#se n fc i * K^^itff -r zzt ifimm l fc . 

10 0 9 6] <KJG£*©l&/*> 
KUS ( 5 m 1 ) 
lOfmol SWffi^J 
lpmol Zf^-i V— D N A 
67mM Tris/ HC1 (pH8. 8) 



6.7mM 
16. 7mM 
6.7mM 



MgCl, 

(NH«) 2 S0< 

EDTA 



mm 

ATAAACTTGT GGTAGTTGGA GCTG 



[oioo] mvmn 

K^jCDftS : 25 

mmom : mm 



* K/6 ( 1 0 n 1 ) 
10mM e- ^jwyhx^y-ji/ 
10/xM dCTP ( 3Z P «M« 5 x 10 4 cpn0 
50/zg/ml BSA 

4 units T4DNA^U^7 — If (SfiBifijH) 
10 [0 0 9 7] 

[0 0 9 8] 

[SH^JS] 
HE*J##: 1 
Sa^jOS^ : 25 

20 i©t : -#£B 

h#D^~ : AMR 

£#J* : 1M h^#D^>f (CMV) 

CCCCGAAATG GGACCCAGTA CGGAT 

[0 0 9 9] BH^JS^f : 2 
E^J<2fi£ : 24 

30 g|CD|fc : 

h#D5?— : KIRK 

: k hffiitfc^K i-ras/12 



24 

en 

: HB V • DNA(7)HBV- etrii^iie^ 



40 



AATGCCCCTA tcttatcaac acttc 

[0i] *«MoRiejHa*5Sf*scBn! , *«. 

[02] ^aWfcctSHBV-etftHJte^Ottlll^ffi 
0X&£o 

[0 3] *5SM^J:*S^Jc:*5frtS^^ ifHtt 



50 



25 

y7^Y-MStt}:o^TIlLfet-h7yt^7 
[0 4] Zf^^^—<Dffim£&MttM<Dy£i)*S7U*7- 

[0 5] 3SKt^^UT-1?»»fi»©M«aBiaELfc 



(16) W7-2 3 1 7 9 9 

29 30 



[01] 



• G 3< iiiinn stP i^r tar9et 



-^J|||^ DNA polymerase 



T^bi 1 1 1 1 1 n i - 




1 dCTP | 

Exonuclease 



-p^i mi i-m— 



CdCMP^ 



dCTP 



[04] 



[0 5] 



1 2 



[0 2] 




[07] 





[03] 




1 2 


•-dCMP 




-dCTP 


# # 








♦-dCMP 



^-dCTP 



-dCMP 



«-dCTP 




-dCMP 



-dCTP 




-dCMP 



«-dGMP 



. dGTP 
dCTP 



(17) 



ftffl¥*7 -2 3 1 7 9 9 




C5D int. ci. 6 mmn rrftmmmn fi 

C 1 2 Q 1/66 6807-4B 



